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Mail Stop: Amendioant 
C{»iiini5$i<mer f<^ Pat^ 
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A)fixaBdri2» VA 22313-1450 

SIR: 

0EGLA?LATI6N BNKER 37 CFR hm 
The undexsigoed declare as follows: 

I. We are co-iiwaitois of the above-identified application assigaed to ibfi President 
and Fe]l0ws of HarTaid College. 

2 Pinor to S<gjteraber. 2000. we had ledTiced to ptactjce reactions 
macwwgfclic moleculesby contacting a excised tMoesterase (TE) domain with a swbsdrate that 
contained a nncIeopMle and as aetfvated ^1 i^dne. 

3. Prior to September, 2000, we hadredaced to practice roaoocycHzation substrates 
for. use in preparing macrocyclic molecules that contained a nocleopWIe and an activated 
tEdoestergrot^. 

4. Prior to September, 2000, such mscrocyclization substrates bad been contacted in 
an aqueous media with apurified excised TE domain under conditions condudve to macrocycle 
fbnuatiott. .4s evidence feereo^ attached as Exhibit 1 are selected portioiis of a disclosure of the 
sulgect matter of the above-identified jq^lication. The disclosure attached as Exhibit 1 was 
generated, and actual ejjperimental work disclosed ihjerein was performed, prior to September, 
2000. Portions of the disclosure attached as Ejdnbit I, including specific dates, have been 
removed. 
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3. We herefey fijiriher dcol^ that all statcanetits made herein art of own 
knowledge are true and that an statemeats made on infonnation and belief ar^ beKeved to be true, 
and foxitet that &ese statements are mad^ wi^ fhe knoisi^ledse that willful Msq statemeois and 
the like so made are prunishsble by fine orimpiisomnent, and Ibat such wOlful ial$e statements 
xxiay jeq>azdi2;e tbe valldi^ of the above-identified plication or at^ patexd i^iued therecm. 
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Target Peptide: length =10, = 1288.521 




NH2-END-Pha-SPC-Pro-SPC~'DC-Phe-SPC-Phe-SPC-Asn-SPC-Gln-SPC-Tyr^ 
SPC- DC-Val-SPC- DC-Orn-SPC--Leu-COOH 



support substitution = 
Support quantity " = 
Excess amino acid = 

Peptide Quantity =s 
Theoretical Yield = 



0*750 meq/g 
0,400 g 
3.000 X 



n 5vAA4i<^^ -Z^c^-l^i»^ res 



0.300 mMbles 
0.387 g 



Starting Support: 



FMOC-Leu-Peptide-Ac^d 



•Peptiae-Acxa _ 

|3S^^Ho^t -.>^o-^^^t^^ vJo^ ^/^t: 

Cycle AA Proto Time Derivative Grams mL Vial 



22) 
21) 
20) 
19) 
18) 
17) 
16) 
15) 
14) 
13) 
12) 
11) 
10) 
9) 
8) 
7) 
6) 
5) 
4) 
3) 
2) 
1) 



SPC 
Orn 

DC 
SPC 
Val 

DC 
SPC 
Tyr 
SPC 
Gin 
SPC 
Asn 
SPC 
Phe 
SPC 
Phe 

DC' 
SPC 
Pro 
SPC 
Phe 
BND 



MT 00: 
B3* 00: 
H3* 00: 
J 00: 
B2^ 00: 
H2 00 : 
J 00: 
B3* 00: 
J 00: 
00: 
J 00: 
B2_ 00: 
J OO: 
B3* 00: 
J 00: 
B2. 00 : 
H2 00: 
J 00: 
B2 00: 
j'^ 00: 
B3* 00: 
Q 00: 



07:50 System Preparation ^ 

50:10 Pmoc-L-Orn ( Boc ) -OH ^ 

35:10 Double Couple 

09 : 15 N-Acety limidazole 

50 : 10 gmoc-L-Val- ppfp ^ 

35:10 Double Couple 

09 : 15 N-Acetylimidazole ^ ' 

50 : 10 Pmoc-L-Tyr ( tBu )-0H 

09:15 N-Acetylimxdazole 

50:10 Fmoc-E.-Gln(Trt)-0Pf2. 

09:15 N-Acetylimidazole 

50:10 Fmoc-L-Asn ( Tr t ) - OPf p*^ 

09:15 N-Acetyl imidazole 

50:10 . Pmoc-D-I*h6-0H 

09:15 H-Acetylimidazolie 

50:10 Pmoc-L-Phe-QEf©.«-^ 

35:10 Double Couple 

09:15 M-Acetyl imidazole 

50:10 Pmoc-L-Pro- OPfp ^ 

09:15 K-Acetyliraida2ole 
50 : 10Boc:K!toa-D-Phe-OH *^ S"**^ 

07:15 Pinal Cycle 



Grams 

0.000 

TJoB 




0.099 
i^v^.%0_;^8gJ 
>.099 




0.000 
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21 




22 



Minimum loop size = 10 rat 
Installed loop size = 10 niL • 

Estimated time required for synthesis completion: 10:46:05 • 

Estimated Seagent consumption and requirements for synthesis completion: 
consumption required 
^ Main Wash 770 mL 870 mL 



Deblock 
Wash 2 
Aux Wash 
Syringe 2 
Syringe 3 
AAM Wash 

Synth Waste 
SPl Waste 
AAM Waste 



229 mL 
31 mL 
61 mL 
34 mL 
24 mL 
200 mL 

819 mL 
56 mL 
477 mL 



329 mL 
131 mL 
161 mL 
46 mL 
36 mL 
300 mL 
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Sequence 



MW OFA salt) MfH (calc'd) M+H (obsove 



TLP-SNAC 

fLP-Mi-SNAC 

[IP-M2-SNAC 

nP-M3-SNAC 

rLP-M4-SNAC 

nP-MS-SNAC 

rLP-M6^NAC 

3LP5-SNAC 

jLPio-smc 



DPhe-Pro-Phe-DPhe-Asn-GIn-Tyr-Val-Om-Uu 1617.7 1389.7 

Phe-Pro-Phe-DPhe-Asn-Gln-Tyr-Val-Om-Leu 1617.7 1389.7 

DAIa-Pro-Phe-DPhe-Asn-Gln-Tyr-Val-Om-Leu 1541.6 1313.7 

DPhe-Ala-Phe-DPhe-Asn-GIn-Tyr-Val-Om-Leu 1591.7 1363.7 

DPhe-Pro-Phe-DPhe-Asn-Gln-Tyr-Val-Qm-AIa 1575.6 1461.6 

DPhe-Pro-Phe-Asn-GIn-Tyr-Val-Om-Leu 1470.5 1242.6 

DPhe-Pro-Phe-DPhe-Asn-Aia-Gln-Tyr-Val-Om-Leu 1688.8 . 1460.7 

DPhe-Pro-Val-Om-Leu 918.0 . 690.4 

DPhe-Prt>-Val-Om-Leu-DPhe-Plro-Val-Om-Leu 1602.7 1260.8 
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TLPMl #1 
TLPMl #2 
TLPM2 #1 
TLPM2 #2 
TLPM3 #1 
TLPM3 #2 
TLPM3 #3 



Abs<280nm> 




Name 




Abs<280nin> 


0.23282 
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TLPM4 


#1 


0.23152 


0.23330 
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#2 


0.24377 


0.22852 
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Overlai d Spectra: 
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# Name 



flbs<220nin> 



flbs<240nin> Ab3<250nm> 



Abs<265nm> 



1 GLPGLP #1 

2 GLPGLP t2 

3 ^uor e 

4 GH^tft* ^> 

# Name 



3.12700 

3.09230 



1.62520 
1.59180 
P ^787& * 



3.08120 
Abs<280nm> 



1.57790 
Name 



0.72974 
0.71129 



0.70647 



0.15068 - 
0.15603 
0 . 1554^ 
0.15559 



1 GLPGLP fl 

2 GLPGLP *2 



3.6455E-2 
3-4674E'-2 



3 — d r gaorci 
4 



Abs<280iua> 
- 3iD021D g ■ 



3.5275E-2 
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Table 1. Sequences of pepttde-SNAC substrates, kinedcs of tyoC TB-catslyzed peptide-SNAC cyclization, and exact masses of 
cyclic peptide products (SNAC denotes N-acetylcysteamineihioester). <V^ftLiP ) '^'^ 



f eptide-SNAC Substrme* 



Cyctization 



Km 



cyclic Peptide 



(calculated) 



M-fH 
(observed) 



TLP DPheProPheDPheAsnGInTyrValOmLcu-SNAC 59 ± 1 3 

dFIF PheProPheDPheAsnGInTyrValOrnLeu-SNAC <0.05t 

dFIdA DAIaProPheDPheAsnGlnTyrValOniLeu-SNAC <0.05t 

P2A DPheAJaPheDPheAsnOniyValOmLeii-SNAC 57 

F3A DPheProAlaDPheAsnGkTyrValOniLcu-SNAC 47 

dF4i>A DPheProPheDAlaAsnGlnTyrValOraLeQ-SNAC 105 

N5A DPheProPheDPheAlaGInTyrValQniLeu-SNAC 30 

Q6A DPhePraHieDPheAsrtAlaTyrVaiOmLea-SNAC 33 

Y7A DPheProPheDPheAsnGlnAiaOniLeu-SNAC 43 . 

V8A DPheProPheDPheAsaGlnTyrAIaOmLeo-SNAC 49 

OPE DPhcProPheDPheAsnGlnTyrValGluLeu-SNAC 0.5 

LlOA DPheProHieDPheAsnGlnTyrValOraAIa-SNAC 15 

TLP^ ■ DPhePtoPheAsnGlnTyrValOniLeu^AC 4 

TLPll DHieProPheDPheAsnAIaGIoTyrValQmLeu-SNAC 49 

GtPlO DPhePioValC)niLeui>PheProValOmLeu.SNAC 12 



3±1 
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20 
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0.01 
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2 
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3270.7 
1270.7 
H94.6 
1244.6 
• 1194.6 
1194.6 
1227.7 
1213.6 
1178.4 
124X6 
1285.6 
1228.6 
1123.6 
1341.7 
1141.7 



1270.7 
not deieaed 
not detected ' 

1244.4 

1194.7 

1194.7 

1227.S 

1213.7 

1178,8 

124Z6 

1285.6 

1228.7 

1123.8 

1341.4 

1141.8 



♦Residues that differ from those in the wild-type snbstrate TLP arc in bold type. fLower limit of detection. 
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